The mode of approach adopted whilst investigating the complement-fixing properties of cardiolipin Wassermann antigens was similar to that used in the case of their anticomplementary characteristics, namely, the various constituents of the antigen were examined individually, severally, and collectively.
Complement-Fixing Properties of Cardiolipin
This reagent was examined using two ranges of 0-6 per cent. to 0 0045 per cent. One range was suspended in saline at a dilution of 1 in 50 and the other at 1 in 200. No fixation of complement was obtained when using syphilitic sera.
Mixtures of cardiolipin and lecithin were next tested for their complement-fixing ability in the presence of a suitable serum. The results (Table   VII) show that, with a constant lecithin content of 1-7 per cent., fixation of complement occurs when the antigens contain from 0-05 per cent. to 0-15 per cent. cardiolipin in saline suspensions of 1 in 200. As a result of this section of the work, the following conclusions can be drawn.
(1) Lecithin by itself, and mixtures of lecithin and cholesterol, when used as antigens, fail to fix complement in the presence of syphilitic serum.
(2) Suitable mixtures of lecithin and cardiolipin, can fix complement in the presence of syphilitic serum, e.g.
(a) when used at a constant cardiolipin strength of 0-15 per cent. and 0-2 per cent. or more of lecithin.
It should be noted that if the amount of lecithin is increased above 0-4 per cent., the sensitivity of the antigen is not increased (see Table XI ).
(b) when used at a constant lecithin strength of 1-7 per cent. and 0-05 per cent. or more of cardiolipin (see Table VII , p. 78).
(3) When cholesterol is added to lecithin and cardiolipin, there is a marked increase in the sensitivity.
(4) Under the conditions of these experiments, using antigens containing constant amounts of cardiolipin (0-05 per cent.) and cholesterol (0-5 per cent.) with increasing amounts of lecithin (0-005 per cent. to 0-5), the most sensitive antigen is that based on the formula lecithin 1, cardiolipin 1, cholesterol 10 the unit strength of which is 0-05 per cent. Next, a mixture of cholesterol and cardiolipin was tested. The range of cholesterol was again from 0 125 per cent. to 1 per cent., and two sets of mixtures were made with constant cardiolipin contents of 0 15 per cent., and 0 05 per cent. The mixtures were suspended in saline at a strength of 1 in 200. On testing with syphilitic sera, no fixation of complement was obtained with any of these mixtures. It should be noted, however, that in order to carry out these titrations, the syphilitic serum employed must be diluted with normal serum and not with saline. If this is not done, the anticomplementary property of the cholesterolcardiolipin mixture interferes with the experiment (Price, 1953 (2) The presence of cholesterol in cardiolipin antigens results in a marked increase of sensitivity. As a rough guide, the complement-fixation titres and the P.P.R. titres of the same sera can be compared (see Tables VII,  X Thus the formulae giving the most sensitive antigens would appear to be within the zone cholesterol 20-6, cardiolipin 1, lecithin I (see Tables XIV and XV) . 
